amphenicol, 15 . Restriction enzymes and T4 DNA ligase from New England Biolabs were used according to the specifications of the manufacturer. Transcription from the tacIl promoter in pSE181, pGS215, and pGS216 was induced with 5 mM isopropyl-,3-D-thiogalactoside.
Plasmids were transferred in triparental "patch"-mating with exconjugants selected on minimal agar containing antibiotics (for pSUP104 and derivatives, 15 p,g of ghloramphenicol per ml; for pGM102 and pGS150, 10 ptg of tetracycline per ml).
Plasmid DNA isolation and agarose gel electrophoresis were essentially as described by De Picker et al. (10) . All restriction fragments used for cloning were isolated from an agarose gel after restriction with the appropriate enzyme(s), essentially as described by Thuring et al. (33) . We used pGS170 (Table 1) as a source for Tn5 restriction fragments. After transformation of the ligation mixture into E. coli MM294A, recombinant plasmids pGS201 through pGS204 were obtained by selection on LB-chloramphenicol, pGS200 and pGS210 were obtained on LB-kanamycin, and pGS205 was obtained on M9-trimethoprim agar. Recombinant plasmids pGS215 and pGS216 were obtained by cloning of the internal BglII(1)-BglII(2) restriction fragment of Tn5 into the BglII site of pSE181 ( Fig. 1 and 2 ) after transformation into E. coli GS1004 and selection on LB-ampicillin agar. Plasmids in individual colonies were subsequently analyzed in small-scale preparations (7) by restriction endonuclease analysis on 0.8% agarose gels.
Labeling of proteins in E. coli maxicells was performed essentially as described by Sancar et al. (30) , except with E. coli RB901 irradiated with 35 J/m2, and electrophoresis was done as described by Elledge and Walker (11) .
TnS encodes streptomycin resistance in Rhizobium spp. Transduction experiments (13) In plasmid pGS210 (Fig. 1) , the internal BglII(1)-BglII(2) fragment of TnS has been inverted, so that the neo and str genes are transcribed from PR rather than PL. In R. meliloti legumino-SU47, this plasmid showed no difference in the level of Nmr r, no resistcompared with p0S200, the norntal orientation (Fig. 1) .
Ir Klebsiella
However, the level of Smr was slightly reduced (Table 2) .
Thus, PL appears stronger than PR in R. meliloti, as is the ragments of case of E. cOli (29).
(31). This
The results described above confirm the previously pub-;ative bactelished observation (22, 26) (19) and different constructs in the vector pSUP104 (31) . Abbreviations used for the restriction enzymes are: B, BamHI; Bg, BgllI; E, EcoRl; H, HindlIl; and S, Sall. The Hindlll and BgIII restriction sites in Tn5 are labeled (1) or (2) for clarity when referred to in the text. pSUP104 sequences are drawn as a double line in the constructs. Abbreviations for the drug markers are: Cm, chloramphenicol; Tc, tetracycline; and Nm, neomycin. The end of IS50L containing PL is drawn open, the end of IS50R containing PR iS drawn hatched. Plasmids pGS200 to pGS204 were constructed by cloning of the indicated Tn5 fragments directly into pSUP104; pGS205 was derived from pGS204 by insertion of a BamHI-BamHl fragment from pWB6. pGS210 was obtained by inversion of the Bglll-BglII fragment of pGS200. All plasmids are drawn relative to the vector plasmid pSUP104.
ISSOL extends beyond the unique Sall site of Tn5 (Fig. 1) .
TnS-encoded Smr is expressed in rhizobia and the other bacteria but not in E. coli. However, it is expressed in E. coli when the stronger tacll promoter is provided. This suggests that the differential expression of Smr is due to differential transcription from PL in ISSOL. That interpretation is reinforced by pGS204, which also shows differential expression of Smr, albeit at a lower level ( Until the protein can be characterized, this discrepancy will remain unresolved. Steps were: 50 ,ug/ml for kanamycin, 200 ,ug/ml for neomycin, and 100 j±g/ml for streptomycin. The highest concentration at which growth was observed, overnight for E. coli or after 4 days for R. meliloti, is reported. ' Concentrations of neomycin could not be determined accurately due to precipitation of the antibiotic in LB at concentrations higher than 600 ,g/mI.
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